Medical diagnostics and treatment has advanced from a one size fits all science to treatment of the patient as a unique individual. Currently, this is limited solely to genetic analysis. However, epigenetic, transcriptional, proteomic, posttranslational modifications, metabolic, and environmental factors influence a patient's response to disease and treatment. As more analytical and diagnostic techniques are incorporated into medical practice, the personalized medicine initiative transitions to precision medicine giving a holistic view of the patient's condition. The high accuracy and sensitivity of mass spectrometric analysis of proteomes is well suited for the incorporation of proteomics into precision medicine. This review begins with an overview of the advance to precision medicine and the current state of the art in technology and instrumentation for mass spectrometry analysis. Thereafter, it focuses on the benefits and potential uses for personalized proteomic analysis in the diagnostic and treatment of individual patients. In conclusion, it calls for a synthesis between basic science and clinical researchers with practicing clinicians to design proteomic studies to generate meaningful and applicable translational medicine. As clinical proteomics is just beginning to come out of its infancy, this overview is provided for the new initiate.
The Age of Precision Medicine
Following the incorporation of the principles of Mendelian genetics into medicine, physicians interpreted non-infectious disease as the alteration in a single gene. Due to this alteration, a given disease could be simply treated in any presenting patient. Linkage of specific diseases to their genetic alteration became routine, e.g., mutation of Cystic Fibrosis Transmembrane Conductance Regulator (cftr) leading to cystic fibrosis, hemoglobin S causing sickle cell disease, BRCA mutations causing breast cancer, etc [1] . Despite the While, precision medicine has the same roots as genomic medicine, it goes far beyond genetics taking into account the full complexity of cellular physiology [14] . Due to the dynamic nature of the proteome, PTMs and the interactome, personalized proteomics is fluid, adapting to individuals and individual situations, e.g., the proteins expressed by tissues during infection are not the same as those expressed prior to infection, after infection, or in uninfected persons [15] [16] [17] [18] . Therein, Precision Medicine seeks to incorporate an individual's cellular physiology, environment and medical history to create a custom treatment plan unique to each individual for each condition they experience.
In order to generate this holistic view, analytical technology evolved from analysis of a single biomolecule to a diverse collection of analytes that together can interpret a patient's physiological state. The development and use of RNA microarrays allowed not only for determination of gene expression but also associations between the expressions of numerous proteins with disease states. The subsequent evolution of protein, peptide, and small molecule-based arrays increased the diversity of biomolecules and functions analyzable by microarray, e.g., expression, kinome and interactome profiling [19] . Yet microarrays are still limited by the array printed on the chip, an array that must be predetermined prior to production.
At the cellular level, flow cytometric analysis has become virtually ubiquitous in clinica particularly for determining the state of the immune response against infectious diseases and in cancer diagnosis. The limitations of spectral separation were partially overcome by combining a flow analyzer with a mass spectrometer to yield the mass cytometer (CyTOF) [20] . Despite the subsequent rise in the number of markers analyzed per cell, it is yet still limited at ~40 for top-of-the-line instruments. Together, mass spectrometry offers the most holistic, integrated system for clinical analysis of patient samples, seeking both known and unknown biomolecules (Table 1) . Mass spectrometers can analyze proteins, peptide fragments, small molecules, antibodies, metabolites, and lipids. This collection, obtainable from a single platform, can generate the sum total of a patient's physiological state needed for quick and proper diagnosis, exact treatment selection, and therapeutic monitoring making proteomics the future of precision medicine.
Clinical Proteomic Technology
Although the field of proteomics offers a great deal of promise in these areas, few assays or valid markers have made their way into the clinical laboratory [21] [22] [23] [24] [25] . The reasons for discrepancy between basic and clinical research are in part due to the complexity of the analyses and the variety of means to accomplish it. The new field of clinical mass spectrometry proteomics (cMSP) [26] seeks to unify disparate basic science approaches and validate them for clinical proteomics [21] .
Proteomic studies involve a combination of target enrichment, ionization, detection, and quantitation. Samples derived from tissue, plasma, serum or urine are complex and currently are depleted of complexity or enriched for a specific analyte of interest prior to analysis (Scheme 1). Methods to achieve this separation include the use of antibody purification [27, 28] or chromatographic separation (LC, UPLC) either in normal or reverse phase [29] .
In the clinical laboratory, the method(s) used will depend upon the goal of the analysis, taking into consideration the costs and benefits associated with each methodology, reviewed in [21, 24, 25] . As technology advances, this pre-processing may become obsolete, reducing the time to analysis without compromising sensitivity and accuracy.
Throughout the years, various mass spectrometric methods have been developed for clinical proteomics [25] . That being said, two mass spectrometry methods have stood the test of time: Matrix Assisted Laser Desorption Ionization-Time of Flight mass spectrometry (MALDI-TOF MS) and liquid chromatography electrospray ionization tandem mass spectrometry (LC-ESI-MS/MS). Mass spectrometers are distinguished by ionization technique employed and the mass detector used to report the data.
Ionization
Although a number of ionization methods have been developed to analyze clinically relevant biomolecules, two are commonly regarded as most appropriate for the detection of large molecules: electrospray ionization (ESI) [30] and Matrix Assisted Laser Desorption Ionization (MALDI) [31] . These soft ionization techniques leave the molecules intact following ionization.
MALDI employs a low energy laser to ionize macromolecules which have been cocrystallized within a matrix usually composed of organic acid. The laser is absorbed by the matrix, causing a rapid gas phase expansion. The co-crystallized macromolecule is expelled as an analyte. The ionized analyte is then passed to the detector via manipulation through a magnetic field.
In ESI, analytes in aqueous phase are subjected to a high difference of potential between the emitter tip and the mass spectrometer instrument. The ions now in gas phase enter the instrument and are directed to the detector. ESI detectors range from low resolution triple quadrupole instruments to high resolution Orbitrap mass spectrometers.
Detection
2.2.1. Triple Quadrupole-Quadrupole instruments are composed of four poles that are subjected to an alternating radio frequency (RF) field. This RF field focuses ions as they travel to the detector and can act as either a filter to select for a specific mass/charge (m/z) range or as a collision cell for fragmentation of a specific parent m/z ion. In the triple quadrupole (QqQ) instrument Q1 and Q3 are used as filters and Q2 is used as a collision cell, where an electric potential is applied to fragment the analyte of interest. This ability of the triple quad to filter a specific parent ion, fragment it and then filter for a specific product ion is the basis for the most widely used quantitative methods for targeted proteomics, select reaction monitoring (SRM) and multiple reaction monitoring (MRM). Given the complexity of biological samples, chromatographic separation can still lead to elution of m/z species of vastly different abundance. This overlap results in the suppression of some ions and a reduction in sensitivity for the mass spectrometric detection. To compensate for this, specific precursor ion fragments and their products after fragmentation are identified and targeted for analyses [32, 33] . SRM is ideal for quantitation of peptides when used in combination with stable isotope labeled tryptic digests [34] or for top-down analyses when small proteins with known mass fragmentation are being investigated. This method is subject to reduced specificity when very complex samples are analyzed; therefore, extensive fractionation techniques are employed which may not be suitable for high-throughput requirements of clinical laboratories. Improvements upon this have been achieved through increased separation by ultra-high pressure LC, the use of high resolution mass spectrometers (see below), and the utilization of a hybrid ion trap/triple quadrupole mass spectrometer. In this method (MRM 3 ), quantitation is based upon the production of a second generation multistage mass spectrometric (ms 3 ) fragment and has been used to quantitate the inflammatory markers C-reactive protein and metalloproteinase inhibitor-1 from plasma samples [35] .
2.2.2.
High-Resolution, Mass-Accurate Spectrometers-Overcoming sample complexity can also be achieved through the use of high mass accurate instruments. These state-of-the-art detectors have high resolutions over a broad mass range and mass accuracies below 5 parts per million. This translates to mass values accurate to the fourth decimal place. Two categories of high resolution mass spectrometers are well suited to clinical laboratories, the time of flight (TOF) MS coupled to MALDI ionization and the Orbitrap mass analyzer (OT ESI-MS/MS) either as stand-alone [36] or in combination with a triple quadrupole instrument q-OT ESI MS/MS [37] .
TOF instruments pass ions through a field free tube to a detector and assign m/z values according to the time it takes for an ion to arrive at the detector. The addition of a quadrupole on the front end allows for higher resolution and when operated with small extraction windows qTOF MS is routinely used for data independent mass analyses. These powerful instruments provide higher selectivity and are only slightly less sensitive than triple quadrupole instruments operating in SRM without the required cumbersome optimization [38] . The versatility of the MALDI-TOF MS platform for clinical application is evidenced by the numerous tandem techniques that have been utilized with this form of mass spectrometry. These include MALDI combined with surface plasmon resonance and ELISA [39] [40] [41] as well as MALDI combined with traditional microscopy, imaging MALDI or MALDI mass spectrometry imaging (MSI). MALDI MSI has recently come to the forefront as a valuable tool for molecular pathology. In this technique a thin section of tissue can be mounted to a MALDI chip and molecular characterization of the tissue can be achieved through mass spectrometry. Coupled with traditional microscopy, MSI can identify protein, peptide and lipid content of the tissue without any a priori knowledge of its architecture [42] [43] [44] .
In an Orbitrap detector, ions travel through a quadrupole and are passed to a central electrode where they orbit axially. Oscillations around this electrode are detected by Fourier Transform and produce very high resolution m/z assignments [45] . Hybrid quadrupole instruments combine the ion trapping capabilities of a triple quad with the high mass accuracy of the Orbitrap and are capable of accurately quantitating peptide mixtures after LC separation using parallel reaction monitoring (PRM). Unlike SRM, this method requires no a priori knowledge of the mass fragment transition, instead relying only upon the parent ion of interest and its elution time for post-acquisition data processing and quantification. This reduces the time required for method development and optimization, while providing higher specificity and selectivity than SRM analyses [46] . Traditionally, separation of analytes for ESI MS/MS relies upon reverse phase HPLC or UHPLC separation. Modern techniques allow for narrow elution peaks with reliable separation due to higher pressures and novel chromatographic substrates which provides increased selectivity and specificity for the mass analyzer. A recent approach for the characterization of amyloid fibrils utilized laser microdissection of formalin-fixed tissue sections and tandem mass spectrometry (ESI-MS/MS) to identify 94% of amyloid fibrils vs 76% identified by traditional methods [47] . This highlights the usefulness of combination methodologies for mass spectrometry in clinical settings.
Analyte Quantitation Methods
A major hurdle for the field of clinical proteomics is the development of unbiased, reproducible quantitation methodologies. In proteomics, there are two primary methods by which quantitative data is achieved: unlabeled and labeled [21, 24, 25] . Labeled methods to quantitate proteins include incorporation of a small mass tag, examples of which include isotope coded affinity tags (ICAT) and isobaric tags for relative and absolute quantitation (iTRAQ). Here, samples are treated with a low mass metabolic label unique for each sample analyzed and the samples are pooled prior to analysis. Using the distinct mass of each tag, the relative abundance of peptides can be compared between samples. Whereas the first commercially available system, ICAT, could be used to analyze differences between only two samples, the iTRAQ system is capable of multiplexing eight samples, greatly increasing the robustness of this technique. An alternative to this method is the addition of a stable isotope labeled internal standard for absolute quantitation (AQUA) [48] . Here a heavy peptide is digested which matches the protein digest of interest. This allows for the absolute quantitation of protein, with the drawback that it is cumbersome and requires a unique standard for each protein target. An AQUA alternative, Hi3, is based upon the observation that the concentration of protein in a complex mixture can be derived from the sum of the top three peptides ESI-MS signals. With the inclusion of a known standard, this method can be used to quantitate unfractionated lysates. Comparative studies between Hi3 and AQUA have shown that a single labeled internal standard is sufficient for global protein quantitation [34, 49] . A recent advance in quantitative proteomics is the use of inductively coupled plasma mass spectrometry (ICP-MS) [50] . ICP-MS is an established method for metal detection used in quantitative proteomics either through the addition of metallic elemental tags which bind to specific functional groups within the protein, or through analyses of naturally occurring metals within proteins, the so called metallome. When coupled to LC-MS or MALDI-MS, ICP-MS provides a linear dynamic range of biomolecule detection that is orders of magnitude greater than those currently in use [49, 51] . A thorough comparison of these methods is reviewed in [49] .
Quantitation of targeted proteomics relies heavily upon SRM and MRM with an internal standard and requires complex statistical analyses. These methods have been slow to enter the clinical laboratory due to the time consuming validation for each mass transition. However, current work by a number of groups to build repositories for SRM mass transitions, e.g., Panorama [52] , CPTAC [53] , SRMatlas [54] , and PASSEL [55] , is likely to change that. In addition, a novel data independent approach, Sequential Windowed Acquisition of All Theoretical Fragment Ion Mass Spectra (SWATH-MS) [56] , coupling a non-targeted acquisition with targeted analysis may provide a potential solution to the cumbersome nature of SRM and MRM. These developments bear close observation.
Because quantitation methods are only as good as the abundance of the analyte, enrichment is a critical step for all MS analyses. One method shown to increase detection sensitivity by several orders of magnitude is Stable Isotope Standards and Capture by Anti-Peptide Antibody (SISCAPA) [57] . SISCAPA combines inclusion of internal standards to account for variation in sample injection and digestion efficiency with enrichment of target protein by capture with anti-peptide antibodies. Nano-affinity columns are used to enrich specific peptides from digested protein samples spiked with labeled tryptic digests of the proteins of interest. This method highlights both the advantages and disadvantages of labeled quantitation. Low abundance peptides of interest can be enriched, resolved and accurately quantitated. The drawbacks are the need for the stable isotope labeled tryptic digests and the time required to develop methods specific to protein targets of interest. Affinity columns require the production of antibodies to all tryptic peptides used in quantification. Commercially available antibodies, although potentially suitable for this type of analysis, require extensive screening and have a low success rate [58] . The alternative to commercial antibodies are de novo generation which can be both time consuming and costly. An additional drawback is that only those peptides being sought at the beginning of the analysis can be quantified.
Personalized Proteomics
These advances in high throughput mass spectrometry of clinical samples allowed for the publication of a draft of the human proteome [59] [60] [61] . This collection of data from various tissues of healthy samples forms the basis for comparative clinical proteomics. By comparison of patient samples with this database, scientists associate changes in the proteomes with particular disease states. Translation of these findings into the clinic and hospital setting allows doctors the possibility of mass spectral analysis of patient proteomes. While initial comparison must be made between the patient sample and the database average, as bioinformatics and information processing grows, ultimately physicians will be able to compare an ill patient's proteome with their own healthy archived records [62] . This Personalized Proteomic analysis has the potential to greatly increase the diagnostic accuracy while reducing time and costs.
Through rapid proteomic screening of easily accessible tissue samples, early determination of the presence and/or severity of disease allows for quick response from medical personnel and improved patient outcome. While this is certainly useful for biomarker monitoring, it places strong technological and monetary constraints on a burgeoning medical field. The power of proteomics is in discovering the meaningful unknown in a bouillabaisse of unrelated molecules with high mass accuracy and sensitivity. For this reason, clinical proteomics will be most useful for diagnosis of diseases with rare or unknown etiology, monitoring the therapeutic effect and activity of drug regimens, improving treatment options for individual patients, and, as always, discovering a brave new world of medical possibilities. Comparisons between proteomic analysis and immunoassays have been discussed elsewhere [24, 32, [63] [64] [65] [66] [67] [68] [69] [70] [71] [72] [73] [74] [75] [76] [77] [78] [79] [80] [81] ; hence, this review will focus on the uses of proteomics in the clinical setting.
Proteomics for Biomarker Monitoring
Much of the current research directing the use of proteomics in the clinic or hospital is for the identification of biomarkers, though it largely remains in the discovery phase. The search for biomarkers can largely be broken down into two categories: those specific for the diagnosis of illness and those associated with disease severity. Ongoing research has already identified biomarkers of varying reliability for numerous cancers, intestinal bowel disease, amyotrophic lateral sclerosis, and other diseases [82] [83] [84] [85] .
Methodologies to quantitate biomarkers other than by mass spectrometry have demonstrated great success in the clinic. However, the limitations of these alternative strategies are namely two-fold: the number of analytes and its sensitivity. Current clinical assays to quantitate biomarkers generally analyze only a single molecule at a time. Complicated diagnoses may require analysis of multiple biomarkers to either rule in or rule out various diseases, taking precious time. In contrast, analysis of biomarkers using mass spectrometry can quantitate numerous biomarkers from a single sample and in a single test [86] . Multiplexing the analysis of a patient sample could significantly reduce the time required for a patient's diagnosis. Several biomarkers detectable by mass spectrometry have already been associated with cardiac events (trimethylamine-N-oxide, MMP-2 MMP-9, MMP10, NGAL) [87] [88] [89] [90] [91] [92] , intestinal bowel disease [83] , and numerous targets for various cancers [84] [85] [86] [93] [94] [95] [96] [97] .
Most known biomarkers come from proteins present at high levels in the serum or tissue, e.g., albumin, CRP, OVA1, etc. The challenge for precision medicine is to develop new biomarkers making use of the exquisite sensitivity of mass spectrometry for detection of biomarkers at lower abundance. These biomarkers may not necessarily be levels of protein expression but rather may include posttranslational modifications (PTMs), metabolites, or metabolic flux. In addition, identifying the appropriate molecular isoform from a complex mixture is necessary for several existing biomarkers. The sensitivity of mass spectrometry in the detection of addition of a phosphate, fucosyl group, ubiquitin, or glycosylation sumoylation, etc. makes mass spectrometry ideal for determining the relative abundance of these isoforms in disease association.
Many proteins exist in multiple states, either post-translationally modified or enzymatically cleaved. These PTMs and cleavages can be responsible for activation of the protein resulting in the disease state, or removal/inactivation of the protein causing the same. Therefore, the relative abundance of the precursor and processed forms of these proteins indicate disease or the predisposition for developing disease. For example, bioactive insulin is synthesized as preproinsulin containing a secretory signal peptide and an extraneous intramolecular fragment, C-peptide. Following removal of the signal peptides, proinsulin is packaged into secretory vesicles and the C-peptide is enzymatically excised from the interior of the proinsulin [98] . Thus, all three forms of the protein contain the sequence of bioactive insulin. Since the precursor and processed proteins share much sequence, and even structural, identity, determining the ratio of each can be difficult with immunoassays. However, proteomic technology is designed to determine the relative loss or gain of mass units [99, 100] . In addition to insulin, growth hormone, parathyroid hormone, and albumin all exist as a heterogeneous mixture of various protein states with their relative abundances of potential clinical import [101] [102] [103] [104] . Moreover, the aberrant production of a single clone of antibody is associated with several diseases, e.g., osteomyelitis, macroglobulinemia, and multiple myeloma. Tandem mass spectrometric sequencing of immunoglobulin chains can identify the overproduction of a given monoclonal antibody specificity amongst the numerous antibody specificities present at any given time in patient serum [105] .
Furthermore, analysis of the proteomes of clinical specimens (tissues, bodily fluids, cultured primary cells) associated with a specific condition/illness can lead to the identification of novel biomarkers. Relative differences in the proteomes give an unbiased comparison between normal and affected samples. This untargeted approach to the discovery of novel biomarkers eliminates the need for a priori research or a systematic understanding of the condition before a biomarker can be identified. This untargeted, unbiased approach is particularly useful for new, rare or neglected diseases where little is understood about the physiology of the disease or the causative agent.
Another area where proteomics and mass spectrometry excel is the analysis of small molecule metabolites [106] . The presence and/or change of metabolite concentrations (metabolic flux) can signify an alteration in the normal functioning of a patient's physiological state. Alterations in energy consumption and the 'oncometabolite' R-2-hydroxyglutarate have both been linked to cancer [107] [108] [109] [110] . In theory, changes in a patient's metabolites detected by mass spectrometry could indicate the presence of a tumor in a remote location not easily detectable by conventional means. Based on the specific metabolic flux, the treatment could therefore be adapted to the individual patient's condition. However, this method of cancer diagnosis remains to be confirmed in a clinical setting.
Proteomics for Diagnosis
Rapid identification of an infectious disease remains challenging and time consuming often requiring multiple tests and even days of culture. Assemblage of databases containing the proteomes of humans and their pathogens for comparison to samples obtained in the clinic can result in immediate diagnosis of an infection [111] . Already, proteomic analysis can identify E. coli, Salmonella, Campylobacter, Clostridium (including C. difficile), L. monocytogenes, Mycobacterium, Staphylococci, H. pylori, and enterobacteriaceae from biological samples . Many of these species contain multiple strains each encoding its individual combination of toxins and/or lethal factors. Isolate testing by proteomics has been reported to be faster and less costly for many of these infections [134] [135] [136] . Moreover, a single test can determine not only the bacterial strain but also antibiotic resistance mechanisms reliant upon alterations in protein expression [111, 137, 138] .
Viral infections can be misdiagnosed as bacterial infections due to the use of clinical tests detecting levels of C-Reactive Protein (CRP) and IL-6 production, both of which are similarly upregulated in response to bacterial and viral infections, leading to prescription of ineffectual antibiotics for viral infection [139] [140] [141] . Rather, proteomic analysis of a patient sample can reveal both unique host proteins as well as specifically bacterial or viral proteins resulting in a more accurate diagnosis and treatment [142] [143] [144] . In addition, the success of a given therapeutic plan varies among patients being more or less effective for particular subpopulations of patients and for different stages of disease [145] . Therefore, monitoring the efficacy of antibiotics or antivirals after administration could quickly detect resistance or ineffectiveness of a particular treatment [143] .
In addition, monitoring the processing, activation, and clearance of therapeutics could provide physicians with real time functional information about the success of the treatments administered (in clinica pharmacodynamics). Proteomic analysis of serial patient samples could potentially detect activation or breakdown of a therapeutic agent allowing physicians to monitor the therapeutic dose. Proteomic-based pharmacokinetic measurements of biotherapeutics have already been shown to be suitable alternatives to traditional assays [146] [147] [148] [149] . Serial proteomic analysis could also monitor the progress, clearance, or lack thereof of a disease, e.g., infection or cancer, for each individual patient. As tumors are forced into remission, the altered metabolite profile discussed above should return to normal; conversely, proteomic analysis of tumors unresponsive to treatment would show no change. In addition, it was shown that the host peptidome, and likely the proteome from which these peptides were derived, changes in response to viral infection [18] . Therefore, even in autonomous transplant recipients, an infection in the host after transplant could alter the peptide repertoire presented by the transplant leading to rejection. Mass spectrometric monitoring for changes in the host peptidome following transplant could detect the potential for such viral-mediated peptidome shift and rejection, allowing for early intervention to tolerate the host to the new peptidome.
The detection of mass and mass losses by mass spectrometry also provides strong advantages for in clinica measurements of protein kinetics. This could be the activation of proteins through posttranslational modifications, as discussed above, but also rate of protein synthesis and clearance. Changes in these rates affect the overall concentration of target proteins, both host and/or biotherapeutic, which can inform dosing strategies. The high sensitivity and mass accuracy of the mass spectrometer makes it ideal for measurements of changes in these often low abundance proteins [150] [151] [152] [153] .
Proteomics to Improve Patient/Therapy Selection
The goal of precision medicine is to more specifically and reliably match the patient with the best course of therapy to ensure the optimal outcome for each individual patient. Just as blood group typing reduced complications with transfusions, genetic profiling of HLA loci has reduced transplant rejection rates by matching donor and recipient. Despite this level of scrutiny, as many as 10% of transplants result in rejection or graft versus host disease (GVHD) [154, 155] . Differential alteration of the self and transplant peptidome after infection has been implicated as a potential cause for these complications [18] . Personalized proteomic analysis of the HLA loci, minor antigen loci, and peptide repertoire of potential donor/recipient pairs could reduce this rate even further [154] [155] [156] . Analysis at this level of specificity and detail requires the accuracy and sensitivity of mass spectrometry.
Conclusions
The use of proteomics in the clinic is the future of personalized medicine. However, the utility of personalized proteomics for diagnosis and treatment is dependent upon the meaningful translation of basic science research to medicine. The power of proteomics for use in clinica is also that which proves problematic for basic research. The translatability of basic research to the clinic has so far been limited due to the failure of biomarkers to apply to a large population. More stringency during the discovery phase with better verification of biomarkers and validation in preclinical studies are needed [21, 25] . This is evident in the use of single cell proteomics in basic and applied research despite its limited utility in clinica as most conditions for which a patient might seek treatment involve the interaction of multiple cells and cell types and not the dysfunction of a single cell. Just because it is possible to generate a large amount of hypersensitive data mass accurate to four decimal places from a tiny amount of starting material does not necessarily mean this is useful to clinicians. Integration of basic and clinical research is needed to develop biomarkers and assays to definitively identify differential proteomics between healthy and diseased patient samples.
